Microsatellite analysis confirmed that the albino and mosaic founders were C57BL/6J mice. (A) D7Mit145 sites, from albino and mosaic founders, were amplified by PCR and then electrophoresis on 10% PAGE gel. (B)Microsatellite analysis using D12Mit136 site to confirm the albino and mosaic founders were C57BL/6J.
Slx2-SaCas9

GACTTTCAGCATCCCAGGGTTTTG CTGAAAGTCGTAGGGTCCCAAAAC
Zp1-SaCas9
CTCGTACATAGTCTGGGGTCTCCCA GAGCATGTATCAGACCCCAGAGGGT A Sanger sequencing to confirm the genotype of multiplex targeted embryos. Sites where some base pairs are deleted are indicated by red triangle, and the deleted base pairs are underlined with red line. (A) Sanger sequencing to confirm the genotype of #9 embryo of SaCas9. (B) Sanger sequencing to confirm the genotype of #8 embryo of SpCas9.
Slx2-SpCas9
AAGTGAGGAGACGTTTTGGGACC TTCACTCCTCTGCAAAACCCTGG
Zp1-SpCas9
TCGTACATAGTCTGGGGTCTCCCA AGCATGTATCAGACCCCAGAGGGT
Tyr-SpCas9-G3
TATGGCCGATAGGTGCATTGGCTT ATACCGGCTATCCACGTAACCGAA
B
Tyr-SaCas9-G1
TTCATAACATCCAAGGATCTGGGAT AAGTATTGTAGGTTCCTAGACCCTA
Supplementary information, Figure S4 .
Supplementary information Table S1
Slx2 Supplementary information Table S2 Primers used for in vitro transcription of gRNA and saCas9 mRNA T7-saCas9-FP TAATACGACTCACTATAGGGAGAATGGCCCCAAAGAAGAAGC T7-saCas9-RP TTAGGATCCCTTTTTCTTTTTTGC SaCas9-gRNA-RP AAAAATCTCGCCAACAAGTT SLX2-SaCas9-gRNA-FP TGTAATACGACTCACTATAGGCCTTCACTCCTCTGCAAAACCCGT TTTAGTACTCTGGAAACAGAATC ZP1-SaCas9-gRNA-FP TGTAATACGACTCACTATAGGTAGAGCATGTATCAGACCCCAGTT TTAGTACTCTGGAAACAGAATC
Tyr-SaCas9-G1-FP TGTAATACGACTCACTATAGGTCTTCATAACATCCAAGGATCGTTTTAGTA CTCTGGAAACAGAATC
Tyr-SaCas9-G2-FP TGTAATACGACTCACTATAGGCTGTAGTCATATCCCAGATCCGTTTTAGTA CTCTGGAAACAGAATC SLX2-SpCas9-gRNA-FP TAGGTTCACTCCTCTGCAAAACCC SLX2-SpCas9-gRNA-RP AAACGGGTTTTGCAGAGGAGTGAA ZP1-SpCas9-gRNA-FP TAGGAGCATGTATCAGACCCCAG ZP1-SpCas9-gRNA-RP AAACCTGGGGTCTGATACATGCT Tyr-SpCas9-G3-FP TAGGTTATGGCCGATAGGTGCAT Tyr-SpCas9-G3-RP AAACATGCACCTATCGGCCATAA Tyr-SpCas9-G4-FP TAGGAGTCTCTGTTATGGCCGAT Tyr-SpCas9-G4-RP AAACATCGGCCATAACAGAGACT ZP1-T7E1-FP  CCTCTGCTCACCCACCTCT  ZP1-T7E1-RP  GCATCCTCAAAGCCCACT  SLX2-T7E1-FP CACCCCAACAGAGGAAGAAC  SLX2-T7E1-RP TTTCACAGACTTTTGGCAACTT  Tyr-T7E1-FP  ACACTACTTCTGATGAATGACCTT  Tyr-T7E1-RP  AAATTGGCATAATATAGTTTCTTTA   Supplementary information Table S4   D7Mit145-FP  CAGGTGACCTTGGTCATGG  D7Mit145-RP  AGAGCCCAGGGGTTTTAAGA  D12Mit136-FP TTTAATTTTGAGTGGGTTTGGC  D12Mit136-RP TTGCTACATGTACACTGATCTCCA   Primers used for microsatellite analysis   Supplementary information Table S5   ZP1-target-1-FP  TAGATCGCAACTGTCTGGCCTCCAACC  ZP1-target-1-RP  CTCTCTATTGCTCACCCACCTCTCTCC  ZP1-target-2-FP  TATCCTCTAACTGTCTGGCCTCCAACC  ZP1-target-2-RP  AGAGTAGATGCTCACCCACCTCTCTCC  ZP1-target-3-FP  GTAAGGAGAACTGTCTGGCCTCCAACC  ZP1-target-3-RP  ACTGCATATGCTCACCCACCTCTCTCC  ZP1- 
Primers used for single embryo PCR
Primers for deep sequencing analysis of off-target sites 
